2. Anesthetize and sacrifice mouse with CO2.
3. Place mouse with abdomen up on paper towel in hood.
4. Swab abdomen with 70% alcohol or isopropanol.
5. Make a small incision in the center of the skin overlying the peritoneal wall.
Note: Small incision is made on the skin to peel the skin off. Injection and extraction can be at different sites on peritoneal membrane. 11. Remove needle from syringe and dispense contents into a centrifuge tube on ice.
12. Centrifuge peritoneal cells (300 x g; 3 min) and collect cell pellet. Usually about 2-4 million resident peritoneal cells can be recovered from one C57BL/6 mouse using this method and about 50% are peritoneal macrophages.
13. Resuspend cell pellet from one mouse in 1 ml of cRPMI medium, count cells.
14. Culture peritoneal cells in a 12-well plate, 2 million/well in 1 ml cRPMI at 37 °C with 5% CO2 for 6-18 h. During this time, peritoneal macrophages adhere to the plastic surface.
The floating non-macrophages can then be washed away by adding and aspirating 0.5 ml cRPMI medium twice. d. After cooling, aliquot to 15 ml sterile Falcon tubes. Store in a dark place at room temperature for 2 months before using. We have found that thioglycollate medium stored at room temperature for up to 2 years can still be used. 
